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Appl. No. 10/086.972 

Amdt. dated May 2. 2005 

Reply to Office action of February 2, 2005 

Amendments to the Specification ; 

Please replace the title on page 1 , line 2-3, and page 32, line 3-4, as follows: 
NOVEL USES OF MAMMAL I AN OX2 PROTEIN AMD RELATED REAGENTS 
USES OF OX2 PROTEIN TO TREAT NEURODEGENERATIVE DISORDERS 

Please replace the paragraph on page 1 , lines 5-8, as follows: 

Th e pre se nt app l ication is o oonvore i on to a US Ut il ity patont app l icat i on of 
U- .S. Prov isi onal Patont Application USSN 60/120.121, filed March 13 t 1009, which 
in i nfinrpnmtnrf hnmin hy referenc e . T he present appli c ation is a divisional 
application of then copending USSN 09/547.432. filed April 12. 2000. now 
abandoned, which claims benefit of US Provisional application USSN 60/129.124. 
filed March 13. 1999. each of which is incorporated herein bv reference. 

Please replace the paragraph on page 19, lines 31-36, as follows: 
For i n vitro or i n vivo bio l ogica l assays, OX2 or OX2 5 tag aro producod, o.g., i n 
largo amounts with tronofootod COS 7 oolls grown i n RPM I mod i um oupp l oment e d with 
1% Nutridoma HU (Boohringor Mannh ei m, Mannho i m, Germany) and oubcoquontly 
purifie d: Arionnviiuc nxpronnion systems may b e us e d. For in vitro or in vivo biological 
assays. OX2 or OX2-E-tag are produced, e.g.. in large amounts with transfected COS-7 
cells grown in RPMI medium supplemented with 1% NUTRADOMA HU supplement 
(Boehrinoer Mannheim. Mannheim. Germany) and subsequently purified. Adenovirus 
expression systems may be used. 

Please replace the paragraph on page 20, lines 6-10, as follows: 

Inbr e d Ba l b/o m i co aro i mmunizod. e.g., w i th 1 ml of purifiod QX2 e mu l sifi e d i n 
Freund's oomploto adjuvant on day 0, a nd i n Fround's i ncomp le t e adjuvant on days 15 
and 22. Tho mice are boosted w i th 0.5 ml of purifiod OX2 admin i storod i ntravenous l y. 
Inbred BALB/c mice are immunized, e.g.. with 1 ml of purified OX2 emulsified in 
Freund's complete adjuvant on dav 0. and in Freund's Incomplete adjuvant on davs 15 
and 22. The mice are boosted with 0.5 ml of purified OX2 administered intravenously. 
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Reply to Office action of February 2. 2005 

Please replace the paragraph on page 20, lines 1 1-31 , as follows: 
Hybridomao ore orcotod, o.g., using tho non ooorot i ng myoloma co li c l i no SP270 

Ag8 and po l yothylono g l yco l 1000 (Sigma, St. Louie, MO) as tho fuoing agent, 
Hybr i doma oo ll o are plaood in a 96 wol l Fa l con t i oouo culture? p l ate (Boston Dloklnoon, 
NJ) and fod w i th DMEM F12 (C i boo, Goithoroburg, MB) supploment e d with 80 ug/m l 
gontomyoln, 2 mM g l utamine, 10% horco corum (Gibco y Gaith e r s burg, MP), 1% ADCM 
(CRTS, Lyon, Franco) 10~5 M aaacorino (S i gma, St. Lou i o, MO) and 5 x 10~§-M 
hypoxanthin e . Hybridoma eupornotanto aro soreonod for antibody production against 
0X2, o.g., by immunooytooh e m i stry ( I CC) us i ng acotono f l xod 0X3 troncfoctod COS 7 
oollo and/or by EL I SA uolng OX2 purifiod from COS 7 oupornatanto as a coat i ng 
antig e n. Aliquoto of poo i t i vo co ll c l on e s aro oxpandod for 6 dayo and oryoprooorvod oo 
woll ao propagated in acoitos from priotono (2,6,10,1 4 totramothy l pontadoo a no, Sigma, 
St. Lou i s, MO) troated Ba l b/o mioo who had roooivod on intrap e ritonea l injootion of 
pr i ctane 15 dayo boforoi About 10 s hybridoma oo ll o i n 1 ml of P B S are giv e n 
i ntroporiton e a ll y, a nd 1 0 days lat e r, ascites aro col le ct e d from oaoh mouse. Hybridomas 
are created, e.g., using the non-secreting myeloma cells line SP2/0-Ag8 and 
polyethylene glycol 1000 (Sigma, St. Louis, MO) as the fusing agent. Hybridoma cells 
are placed in a,96-well FALCON tissue culture plate (Becton Dickinson, NJ) and fed 
with DMEM F12 media (Gibco, Gaithersburg, MD) supplemented with B0 ug/ml 
gentamycln, 2 mM glutamine, 10% horse serum (Gibco, Gaithersburg, MD), 1% ADCM 
(CRTS, Lyon, France) 10 -5 M azaserine (Sigma, St. Louis, MO) and 5 x 10" 5 M 
hypoxanthine. Hybridoma supernatants are screened for antibody production against 
OX2, e.g.. by immunocytochemistry (ICC) using acetone fixed OX2 transfected COS-7 
cells and/or by ELISA using OX2 purified from COS-7 supernatants as a coating 
antigen. Aliquots of positive cell clones are expanded for 6 days and cryopreserved as 
well as propagated in ascites from PRISTANE (2,6,10,14-tetramethylpentadecane, 
Sigma, St. Louis, MO) treated BALB/c mice who had received on intraperitoneal 
injection of pristane 15 days before. About 10 5 hybridoma cells in 1 ml of PBS are 
given intraperitoneally, and 10 days later, ascites are collected from each mouse. 
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Please replace the paragraph beginning on page 20, line 32 through page 21 , 
line 4, as follows: 

After conjugation of tho occitoG, tho antibody fract i on may b e i solated by 
ammonium su l fat e prec i pitation and anion - oxchango chromatography on a Zophyr D 
c il icium column ( I BF Sopracor) oqul l lbrotod w i th 20 mM Trie pH 8.0. Protoin c oro o l ut e d 
with a NoCI gradient (ranging from 0 to1 M NaC I ). 2 mi fractionc may bp col le ct e d and 
toctod by EL I SA for th e proconco of anti - OX2 antibody. Tho fractions containing 
rp p rtfir ^nt i- HYi nrfhnty nm pnn l nd. d i alygod. and froz e n. A fter centrifuaation of the 
ascites, the pntibodv fraction may be isolated bv ammonium sulfate precipitation and 
anion-exchanoe chromatography on a ZEP HYR-D silicium column (IBF Seoracor) 
equilibrated with 20 mM Tris pH 8.0. Proteins are eluted with a NaCI gradient (ranging 
from 0 to 1 M NaCI), 2 ml fractions may be collected and tested bv ELISA for the 
presence of anti-OX2 antibody. The fractions containing specific anti-QX2 activity are 
pooled, dialvzed. and frozen. 

Please replace the paragraph on page 21. lines 7-36, as follows: 
OX2 knockout (KO) m i c e w e re mado occontia ll y accord i ng to th e prooodure 
doscrih od by Ga l l i Tal i adoroc. ot a l . (1995) J, Immuno l . Method s 181:1 - 15: KOm e r. e t 
a l . (1007) Eun Ji I mmunol. 27:2600 2600: and Lomokort. ot ol. (1007) Nuo l . Acid s-Res^ 
25:91 7 01 8. I n chort, a C57BL/6 g e nomic l i brary wao ccroonod us i ng a PGR fr a gm e nt 
of tho mous e OX2 cDNA as a probo. Th e iso l at e d g e nom i c clono conta i ned on Insert 
of about 16 kB from wh i ch a 9.5 kB Sa i l fragmont was sub - clon e d i nto pB l uosoripti 
This c l one oontoinod part of intron I , e xon II (encod i ng tho oigna l popt i do), intron I I, 
oxon III (onood l ng tho V -l iko Ig domain), intron 111 , e xon I V ( e ncoding tho C2 l ike I g 
doma i n), and part of intron I V. From thi s c l ono a targeting construct w as cr ea t e d-by 
roplac i ng an Ncol fragmont oncod l ng th e C - t e rmin al part of tho V i iko I g doma i n w i th 
tho Neomycin cass e tt e and s horten i ng tho upctroam part of th e clone co that it 
containod only tho 3* part of th e e xon e ncoding the si gna l p e pt i do. An ES oo ll li no 
dor l vod from C57BL/6J mice (Bruce 4 ; see Ga l l i Ta li adoros, ot a l . (1 005) JJm mugeW 
Metha do - 181:1 15 and Lomckort. ot aL (1997) Nuol. Acid s - Roo. 25:017 018) woo 
transf e cted by ol e otroporotion, and 6448 res i stant colon ies w e r e i6 o l atod and scr ee n e d 
for homologous recombination by PCR a nd South e rn blotting. Ono homologous 
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rooomb i nant out of 1,000 c l on es was Isolated and usod to create chimorio mice. Se e 
l . nmn k nrt. nt al. M0Q7) Muc l . Acids RoCi 36;917 - 016. Molo ohimoroo woro brod w i th 
foma l e w i ld typo C57BLV6J m i co and tho offcpring with b l ack coat co l or (ind i cating 
gorm lino troncm i Gcion) woro scroonod fortho proconco of the targotod al l o l o. OX2 
knockout (KO) mice were made essentially a ccording to the procedure described by 
Galli-Taliadoros. et al. (1995) J. Immunol. Methods 181:1-15: KQmer. et al M997) Eur 
J. Immunol. 27:2600-2609: and Lemckert. et al. (1997) Nucl. Acids Res. 25:917-918._ In 
short, a C57BL/6 genomic library was screened using a PCR fragm ent of the mouse 
OX2 cDNA as a probe. The isolated genomic clone contained an insert of about 16 kB 
from which a 9.5 kB Sail fragment was sub-cloned into oBLUESCRIPT plasmid 
(Stratoene). This clone contained part of intron I. exon II (encoding the signal peptide), 
intron II. exon III (encoding the V-like lg domain), ihtron 111, exon IV ( encoding the C2- 
like lo domain), and part of intron IV, From this clone a targeting construct was created 
by replacing an Ncol fragment encoding the C-terminal part of the V-like lg domain with 
the Neomycin cassette and shortening the upstream part of the clone so that it 
contained onlv the 3' part of the exon encoding the signal peptide. An ES cell line 
derived from C57BL/6J mice (Bruce 4: see Galli-Taliadoros. et al. (1995) J. Immunol 
Methods 181:1-15 and Lemckert. et al. (1997) Nucl, Acids Res. 25:917-918) was 
transfected bv electroporation, and G418 resistant colonies were isolated and screened 
for homologous recombination bv PCR and Southern blotting. One homologous 
recombinant out of 1 .000 clones was isolated and used to create chimeric mice. See 
Lemckert. et al. (1997) Nucl. Acids Res. 25:917-918. Male chimeras were bred with 
female wild type C57BL/6J mice and the offspring with black coatoolor (indicating 
germ-line transmission) were screened for the presence of the targeted allele. 

Please replace the paragraph on page 32, lines 7-12, as follows: 
Composition s and m e thodc for ucing mammal ia n ligand QX2 to tr e at an 
atoef ma l phys i ological condit i on i n an individu al . Tho method s oomprico adm i nistering 
a th e r a p e ut i cal l y off e otiv e amount of OX2 alon e , or in combination w i th oth e r 
th e rap e ut i c roagonto; or an OX2 antagoni st? Compositions and methods are provided, 
for using mammalian ligand OX2 to treat an abnormal physiological condition in an 
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individual. The methods comprise administering a therapeu tically effective amount of 
OX2 alone, or in combination with other therapeutic reage nts: or an OX2 antagonist. 
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